









belonged	 to	 four	 vertebrate	 groups:	 mammals	 (n=39),	 amphibians	 (n=1),	 ﬁshes	 (n=22)	 and	 repBles	 (n=52).	 Small	 fragments	 of	 Bssues	 preserved	 in	 ethanol	 (n=52),	 stored	 frozen	 (n=79)	 and	 Bssues	 that	 had	
undergone	a	tanning	process	(n=10)	were	used.	These	specimens	ranged	from	recently	collected	to	over	50-years-old	specimens.	Genomic	DNA	was	extracted	with	two	diﬀerent	commercial	kits	(Macherey-Nagel,	
Zymo	 Research)	 and	 its	 quality	 assessed	 by	 ultraviolet-visible	 spectrophotometry	 and	 gel	 electrophoresis.	 DNA	 extracBon	 yielded	 fragments	 of	 highly	 variable	 length,	 probably	 depending	 on	 iniBal	 sample	










G e n om i c	 D NA	 f r om	
recently	 frozen	 samples	
(ﬁg.	 1)	 have	 shown	 the	
best	 resul ts	 whereas	
ethanol	preserved	samples	
(ﬁg.	 2)	 frequently	 do	 not	



































George	 HunBngton	 MD	 as	 chorea	 on	 the	 basis	 of	 its	 symptoms	
characterized	 by	 involuntary	 body	 movements	 [9].	 In	 1993,	 the	
responsible	 gene	 (IT15	 or	HTT)	 was	 idenBﬁed	 on	 chromosome	 4	 short	










what	 was	 the	 ancestral	 state	 (symplesiomorphy)	 and	 the	
derived	state	(synapomorphy)	of	a	given	character	[7].	If	many	
species	 within	 a	 group	 of	 closely	 related	 species	 share	 a	
certain	 character	 whileonly	 one	 or	 few	 of	 them	 shows	 a	
diﬀerent	 state,	 it	 is	 very	 likely	 that	 this	 last	 character	
represents	a	derived	state	(i.	e.	the	character	that	has	evolved	






The	Acquario	 e	Civica	 Stazione	 Idrobiologica	 	Milano	 (ACSIM)	
was	built	in	1906	in	occasion	of	the	InternaBonal	ExposiBon	of	




















According	 to	 this,	 we	 sequenced	 all	 the	 PCR	 product	 we	 obtained.	 Good	 quality	
sequences	were	 produced	 for	 the	 38,5%	of	 our	 samples.	 The	 discrepancy	 between	













diﬀerent	 commercial	 kits	 (Macherey-Nagel,	 Zymo	 Research).	 gDNA	 extracBon	 was	 performed	 on	 114	
samples.	
We	 analyzed	 DNA	 concentraBon	 b	 NanoDrop	 1000	 Spectrophotometer	 (ThermoScienBﬁc).	 Then	 we	
performed	gel	electrophoresis	on	agarose	gel	(2%)	to	asses	the	DNA	degradaBon.	
Our	PCR	primers	map	in	the	5’	and	3’	of	HTT	exon	1.	
This	 is	 a	 highly	 conserved	 genomic	 region.	 Speciﬁc	
primers	were	designed	for	each	group	of	to	account	




analyses.	 These	 included	 acBnopterygians,	 chondrichthyes	
and	one	amphibian	and	one	agnathan.	
Sample	ID	 Year	DNA	ng/ul		260/280		 260/230		
1)	C.	chalcides	 2003	 5,80	 1,12	 0,26	
2)	C.	chalcides	 2003	 326,70	 1,90	 1,97	
3)	C.	chalcides	 1974	 8,66	 1,22	 0,25	
4)	C.	chalcides	 1974	 1,82	 0,89	 0,17	











The	 image	 shows	 an	 example	 of	 a	 few	 primers	
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